Although the titer was 10 and 100-fold different, the distribution of mutant cell cluster size was similar among 3 titers. To achieve a high recombination efficiency/multiplicity of infection, 1x 10 9 PFU/ml was used for most experiments. (E and F) Vulva tumors developed in mice carrying ROSA Pik3ca* at 4 months after in vivo mutagenesis. (E) Gross appearance and (F) H&E stained histology. (G) Macroscopic observation of the uteri from mice with indicated alleles at 2 and 6 months after in vivo mutagenesis. PTEN indicates Pten f/f genotype. There was no gross tumor detected within 2 months, however at 6 months epithelial lesions were occasionally detected by gross examination as a dilated segment due to blockage of the uterine canal by hyperplasia (black arrowheads). st, stroma. EECs in the OVX group lost the most stromal compartment. In the hyperplastic lesions of OVX+E2 and OVX+P4 groups, proliferation (MKI67 expression) was detected in both stromal and epithelial cells. E2 induced nuclear FOXO1 expression in the stromal cells associated with hyperplasia whereas P4 induced FOXO1 in normal UtE. In all groups, pMAPK1/3 was enriched in endothelial cells. In the OVX+E2 and OVX+P4 groups, pMAPK1/3 was also elevated in sub-epithelial stromal cells. Fig. S8 . Progression of epithelial lesions from 2 weeks to 8 weeks after mutagenesis in triple-gene mutant mice of OVX+P4 and OVX+E2 groups.
The time point of 2 weeks represents before castration. Two weeks after injection of 10 8 PFU/ml Ad-Cre, triple-gene mutant mice were castrated and supplemented with P4 or E2 pellet (45), and the epithelial lesions were analyzed 6 weeks later. Mutant cells were highlighted with pAKT (green). Uterine epithelial lesions in these two groups were significantly smaller compared to the OVX group. However, hyperplastic glands enlarged from 2 weeks, and EECs developed in some mice from the OVX+E2 group. There were clusters of epithelial cells lacking PTEN (*), mEGFP, PIK3CA* (EGFP) and/or FOXA2 within the uteri of triple-gene mutant mice. Panels at high magnification show a patch of PTEN null, PIK3CA*negative and FOXA2-negative cells.
